Background: Non-heading Chinese cabbage (NHCC), belonging to Brassica, is an important leaf vegetable in Asia. Although genetic analyses have been performed through conventional selection and breeding efforts, the domestication history of NHCC and the genetics underlying its morphological diversity remain unclear. Thus, the reliable molecular markers representative of the whole genome are required for molecular-assisted selection in NHCC.
Background
Non-heading Chinese cabbage (Brassica rapa ssp. chinensis, 2n = 2x = 20) is a species belonging to the Brassica genus of Cruciferae family, which contains 338 genera and over 3,700 species, including the model plant Arabidopsis [1] . In 2012, the production of Brassica vegetables reached 70.10 million tons worldwide (http://faostat.fao.org). The six widely cultivated Brassica are described by the classical and famous "U's triangle", which includes three diploid species, B. rapa (A genome, 2n = 20), Brassica nigra (B genome, 2n = 16), Brassica oleracea (C genome, 2n = 18), and three allopolyploid species, Brassica juncea (AB genome, 2n = 36), Brassica napus (AC genome, 2n = 38) and Brassica carinata (BC genome, 2n = 34) [2, 3] . Brassica rapa contains several subspecies such as Chinese cabbage (B. rapa ssp. pekinensis), NHCC and turnip (B. rapa ssp. rapa) [4] . According to the main cultivation specialties, biological properties, and morphological characteristics, NHCC are classified into five varieties, including Pak-choi, Wutatsai, Flowering Chinese cabbage, Taitsai, and Tillering cabbage [5] . NHCC is widely used as a vegetable crop because of the strong adaptability, short growth period, good quality, unique flavor, and rich nutrition. Thus, it is widely cultivated in Southeast Asia, Japan, USA, and Europe, and is gradually becoming an important vegetable worldwide.
The development of molecular markers for the detection and exploitation of DNA polymorphisms is a significant application in the field of molecular genetics. The detection and analysis of genetic variation can help us to understand the molecular basis of various biological phenomena [6, 7] . Since the advent of restriction fragment length polymorphism (RFLP) markers, a range of other markers, such as random amplified polymorphism DNA (RAPD), amplified fragment length polymorphism (AFLP), sequence tag sites (STSs), SNPs, and SSRs, have been introduced during the 20th century to fulfill various demands of breeders [8, 9] .
Assigning molecular markers to linkage groups and constructing genetic maps is an important step for analyzing the genome of species. These linkage maps have been used for marker-assisted breeding, map-based cloning strategies, genome organization and comparative genomics of important species, and the dissection of quantitative traits [10] [11] [12] . Polymerase chain reactionbased markers have been widely used in the construction of genetic linkage maps for B. oleracea [13, 14] , B. nigra [15] , B. juncea [16] , and B. napus [17, 18] . A number of genetic linkage maps based on a range of markers, including RFLP, RAPD, SSR, and AFLP, have been constructed for Chinese cabbage [3, 19, 20] . However, there are few linkage maps for NHCC [21] .
SSR and SNP markers are distributed throughout the genome, and they gradually became preferred markers for many applications in genetics and genomics [22] [23] [24] . They are suitable for the fine mapping of genes and association studies, which aim at identifying alleles potentially affecting important agronomic traits [25, 26] . However, without large numbers of SSR and SNP markers, such studies have not been available in most crop species. Currently, with the development of next-generation sequencing, it is feasible to develop a large number of SSR and SNP markers. Developing a large set of SSR and SNP markers will facilitate the fine mapping of QTLs, improve the identification and exploitation of genes affecting important traits, and enable selective breeding through genomic selection [27, 28] .
NHCC, with rich diverse germplasms, originated from China. Given its important economic value and its close relationship to A. thaliana and Chinese cabbage, 10 NHCC accessions were re-sequenced. Additionally, the representative accession, NHCC001, has been assembled recently. Here, we report, for the first time, a survey of whole genome sequences to develop a large number of SSR and SSR markers. These markers enhance the density of the existing genetic NHCC maps, which could also be a useful source for high-throughput QTL mapping and marker-assisted NHCC improvement. Furthermore, breeders could introduce beneficial genes, improving genetic diversity, using these markers for marker-assisted selection.
Results
The development of SSRs in NHCC and a comparative analysis with 17 species
We analyzed the distribution of perfect microsatellites with ≥ 3 repeat units, and a minimum total length of 18 bp in~331.1 Mb of the NHCC genome. All SSRs identified in this study have been submitted to the nhccdata website (http://nhccdata.njau.edu.cn/). The content of perfect microsatellites in the genomic sequences of NHCC and 17 other species were identified. A total of 20,836 SSRs with repeats were detected in the NHCC genome, which translated to an overall density across the genome of 62.93 SSRs/Mb. Surprisingly, NHCC had a higher microsatellite density than sorghum (56.00 SSR/Mb), potato (55.78 SSR/Mb), and maize (24.85 SSR/Mb). However, its microsatellite density was far less than watermelon (217.96 SSR/Mb), moss (241.08 SSR/Mb), and volvox (377.15 SSR/Mb) ( Table 1, Additional file 1: Table S1 ).
Dinucleotides were the most common SSR type in NHCC genomic sequences, representing 39.82% of all SSRs, followed by mono-(23.88%) and trinucleotides (18.22%). Octa-and nonanucleotides were the least frequent repeat types, together representing less than 2% of the total SSRs ( Table 2 ). The distribution of SSR types in NHCC was most similar to those of Chinese cabbage and Arabidopsis, which had comparable relative and absolute frequencies for each SSR type, and it was at least similar to the distribution in volvox and watermelon, for which trinucleotides were by far the most frequent repeat type. There were many more dinucleotides and trinucleotides than that in moss and volvox, respectively (Additional file 2: Figure S1 , Additional file 1: Table S2 ).
We examined the distribution of NHCC microsatellites with regard to the number of repeat units ( Figure 1 , Additional file 1: Table S3 ). For all SSR classes, the microsatellite frequency decreased as the number of repeat units increased. However, the rate of this change was more gradual for mononucleotides and dinucleotide than for longer repeat types, with pentanucleotide (from 919 to 154) to nonanucleotide (from 104 to 10) showing the most dramatic frequency reduction. Moreover, the total length of dinucleotide sequences was much larger than the other repetitive sequences, with a total length of 288.42 Kb. On the one hand, the mean number of repeat units in the dinucleotides (17.38) was over twice as high as the number of repeat units in the trinucleotides (7.10), and it was four times higher than in penta-to nonanucleotides (4.04-2.96) ( Table 2) . On the other hand, the dinucleotide repeats (25.06 SSR/Mb) occurred more frequently than other dinucleotides in the NHCC. Therefore, the dinucleotide repeats had a greater contribution to the genome fraction occupied by SSRs than other dinucleotide (Table 1) .
Of the 20,836 identified SSR markers, 822 were not anchored on chromosomes. In addition, the number of SSR markers was different on each chromosome. The density of SSRs ranged from 67.25 to 73.53 across the chromosomes. The most SSR markers (2,996, 14.38%) occurred on chromosome 9, while the least were on mononucleotides (904, 16.63%) ( Table 2 ). In total, 611 repeat motifs were identified in NHCC genes, and the most type was AG/CT (783, 14.41%), followed by A/T (763, 14.13%), AAG/CTT (631, 11.61%), and AT/TA (582, 10.71%). The other repeat motifs occurred at rates of less than 10.00%, which was similar to their rates in the genome (Additional file 1: Table S6 ). These SSR markers were located in 4,569 genes, accounting for 10.97% of the total number of genes, and 708 genes contained several SSR markers. The functions of 3,141 genes containing SSRs were divided into three classes, cellular location, molecular function, and biological process. They were further subdivided into 38 functional subsets. The greatest number of genes was associated with the binding factors (2,245, 71.47%), followed by the genes involved in metabolic processes, catalytic activities, and cellular processes. This was similar to the classification of the 3,036 genes containing non-synonymous SNPs (Additional file 3: Figure S2 ).
SSRs located near important functional genes, such as flower genes and glucosinolate genes, were also identified. Most plants undergo a major physiological change from vegetative to reproductive development before flowering. The formation of flowers is a prerequisite for successful sexual reproduction, and fruits of angiosperm flowers are a staple of human and livestock diets [29] . Glucosinolates are a category of amino acid-derived secondary metabolites found in the Cruciferae family. Glucosinolates and their degradation products play important roles in pathogen and insect interactions, especially in human health [30] . Based on their importance, we identified these genes and their related SSR markers in NHCC. In our analysis, 110 and 93 genes showed high homology (>90%) to the Chinese cabbage flower genes and glucosinolate genes, respectively. Finally, 180 and 136 SSRs were found in the vicinity of (<40 Kb) 86 flower genes and 62 glucosinolate genes, respectively. Interestingly, the number of these genes and related SSRs on chromosome 9 was more than on each of the other nine chromosomes. These markers will be useful for marker-assisted selection breeding in the future ( Figure 2 , Additional file 1: Table S7 ).
The abundance and length frequency analyses of SSR repeat motifs
We conducted a detailed analysis of individual repeat motifs for each type of SSR found in the genomic sequences of NHCC and the other 17 species. The results showed that A/T (84.12%), AG/CT (49.51%), AAG/CTT (33.74%), AAAT/ATTT (27.06%), AAAAT/ATTTT (20.62%), AAAA AT/ATTTTT (9.51%), AAACCCT/AGGGTTT (12.73%), AAAAAAAT/ATTTTTTT (10.66%), and AAAATAAAT/ ATTTATTTT (8.26%) were the most frequent motifs from mono-to nonanucleotides in the NHCC genome. A/T repeats were not only the predominant mononucleotide, but they were also the most frequent motif in the entire genome, accounting for 20.09% of the total SSRs, followed by AG/CT (19.71%) and AT/AT (17.76%) repeats. These three repeat types were more than half of the total SSRs in NHCC genomic sequences (Additional file 1: Table S5 ). In addition, the motif density was also calculated in the other 17 species for a comparative analysis. The results showed that the density of A/T repeats was higher than C/G repeats in most examined species (14/18) . For dinucleotides, all species had a relative low density (0-0.17) of CG/CG repeats. The number of AT/AT repeats was higher than other dinucleotides in 17 species. However, AG/CT repeats (12.40) were slightly more abundant than AT/AT repeats (11.18) in NHCC. Surprisingly, the density of AC/GT repeats (44.64) was far greater than of other dinucleotides in volvox. The density of AAG/CTT repeats was greater than other trinucleotide in Cruciferous (Arabidopsis, Chinese cabbage and NHCC), which was different from the other examined species. Most species had a higher density of AAT/ATT repeats than other trinucleotide repeats. However, the density of CCG/CGG repeats was higher than other trinucleotides in rice and volvox. In NHCC, as well as in most of other species examined, the frequencies of different tetranucleotides revealed that repeats of AAAT/ ATTT were most common, whereas ACAT/ATGT (36.96) and AGAT/ATCT (1.64) repeats predominated in volvox and rice, respectively. Conversely, the GC-rich motifs were of relatively lower densities in most species analyzed, such as CCCG/CGGG and CCGG/CCGG. However, the opposite distribution was observed in volvox (Additional file 1: Table S2 , Additional file 4: Figure S3a-c) .
The polymorphism analysis of SSR markers among 18
Cruciferae accessions A total of 5,008 (92.14%) SSR primer pairs were designed from the 5,435 SSRs in the gene sequences. Of these, 74 primer pairs were selected for validation by SSR loci amplification, and 63 produced a reproducible and clear amplicon of the expected size. The product sizes ranged from 101 to 280 bp. A total of 60 (81.08%) were polymorphic among the 18 analyzed species of Cruciferae, including one Arabidopsis, two broccoli, one Chinese cabbage, and 14 NHCC accessions (Additional file 1: Table S8, Table S9 ).
A total of 162 polymorphic bands were produced by 60 primer pairs in the 18 accessions. The number of polymorphic bands ranged from two to five, with an average of 2.70 for each primer. The major allele frequency at each locus ranged from 0.4667 to 0.9722. The polymorphism information content (PIC) at each locus ranged from 0.0526 to 0.5802, with an average of 0.2970/ loci. The expected heterozygosity ranged from 0.0556 to 0.6506, and the observed heterozygosity ranged from 0.0000 to 1.0000. Although a limited number of SSR primers were used in this experiment, they produced rich polymorphic bands in the 18 Cruciferae accessions. The gene flow estimated from F-statistics was from 0.0000 to 4.5000. A total of 13 SSR primers showed significant deviations from the Hardy-Weinberg equilibrium (P HW < 0.05). Nei's genetic identity ranged from 0.5165 to 0.8799, and the genetic distance ranged from 0.1280 to 0.6439. Shannon's information index ranged from 0.1269 to 1.2203, with an average of 0.5885 (Table 3, Additional  file 1: Table S10 ). These results indicated that a large amount of genetic diversity in the 18 Cruciferae had been assessed. The dendrogram showed that they fell into four distinct clusters. Cluster 1 was comprised of 14 NHCC accessions, including five varieties of NHCC. Chinese cabbage belonged to Cluster 2, which had a close relationship with the Taitsai variety of NHCC. Clusters 3 and 4 contained broccoli and Arabidopsis, respectively. The principal component analysis (PCA) and population structure analysis corroborated this classification ( Figure 3 ).
The identification and characteristic of SNPs in 10 NHCC accessions
A comparison of 10 NHCC accessions of five varieties with the Chinese cabbage genome was used to develop SNPs. To increase accuracy and minimize false-positive SNPs, we eliminated SNP sites that had missing data in any one of the 10 NHCC accessions. Finally, 1,228,979 SNP loci were identified, and the average SNP density in the whole genome was 4.33/Kb. This was greater than in tomato (0.6/Kb) and rice (1.7/Kb), but lower than in citrus (6.1/Kb) and potato (11.5/Kb) [31] . All SNPs identified in this study have been submitted to the nhccdata website (http://nhccdata.njau.edu.cn/). The number of SNPs for each accession ranged from 341,939 to 591,586. The average heterozygous ratio of the SNPs was~42.53%, and the heterozygous ratio ranged from 18.92% to 65.07% among 10 NHCC accessions. An average of 189,666 SNPs was identified in coding domain sequences. The number of non-synonymous SNPs ranged from 47,178 to 85,510, with an average of 66,965 (Table 4) . Of the identified SNPs, excluding those that were heterozygous, an average~56.88% of SNPs belonged to the transition type in the 10 NHCC. The transition/transversion ratio can be used to measure the genetic distances.
Generally, the higher transition/transversion ratio, the lower genetic divergence between two species. The high ratio of 1.32 between the NHCC and Chinese cabbage revealed the relatively low level of polymorphisms between them. A relatively high frequency of C/T alleles was identified, which was also observed in citrus, eggplant, and bean ( Figure 4 , Additional file 1: Table S11) [31] [32] [33] .
The excavation of unique SNPs and genes from five NHCC varieties
The five varieties of NHCC have their own morphological characteristics. The variety-related SNPs and genes were quickly and accurately identified using the varieties genomic information. Based on the genotypes and phenotypes of the five varieties, the genes associated with variety-related traits were uncovered. For example, by comparing the Tillering cabbage and other four varieties, genes associated with tillering were identified. Similarly, the flowering and early bolting genes were identified by comparing the flowering Chinese cabbage variety and other varieties. Additionally, we have detected the expression of variety-specific genes at the transcriptome level. The functional annotation and the metabolic networks were also conducted for differentially expressed genes (DEGs).
At the genomic level, we identified variety-specific SNPs. The non-synonymous SNPs could directly change the encoded amino acid, which could change the function of the protein. Therefore, we surveyed the non- Table S12) . Then, the variety-specific DEGs were identified, whose expression levels were 0.5 or 2 times expression level than each of other varieties. A total of 189 varietyspecific DEGs were discovered, consisting of 28, 1, 45, 26, and 2 low expressing genes and 34, 5, 24, 11, and 13 high expressing genes in the five varieties, respectively. To obtain a more intuitive understanding of the relationship among these DEGs, clustering analyses were carried out based on the expression level. The high expressing DEGs could be divided into five groups, corresponding to the five varieties ( Figure 5 ), while low expressing DEGs did not completely cluster based on variety (Additional file 5: Figure S4 ). Furthermore, the relationships among these genes was studied using Cytoscape software. Finally, the absolute Pearson's correlation coefficients of the 1,662 gene pairs were greater than 0.8 in the high expressing DEGs. Most genes had positive relationships, except the CabbageG_a_f_g047569, CabbageG_a_f_g033595, and CabbageG_a_f_g009143 genes. These genes could be divided into four groups, corresponding to the four varieties. Only one gene was identified in NHCC006, so it was not involved in the network (Figure 6 ). The relationships among low expressing genes were complex, with 221 negative-and 373 positive-related gene pairs (Additional file 6: Figure S5 ). In addition, 673 negative-and 3,377 positive-related gene pairs existed in the high and low expressing genes, respectively (Additional file 7: Figure S6 ).
Using strict standards, which defined the expression level of the gene as 0.2 or 5 times the lowest or highest expression, respectively, of the other varieties, 33 varietyspecific DEGs were identified. Of which, 15, 9, 8, and 1 genes were found in NHCC001, NHCC009, NHCC008, and NHCC010, respectively, while none was identified in NHCC006. The analysis of Pearson's correlation coefficients showed that 15 negative-and 94 positive-related gene pairs were present in these genes, and the CabbageG_a_f_g013270 gene existed in more negative gene pairs than any other genes (Additional file 8: Figure S7 ).
For a more intuitive presentation of these nonsynonymous SNPs, we plotted their distribution on the chromosomes (Figure 7 ), revealing that their distributions were different in each accession. This may be because of differential selection during the breeding process. In general, regions with more non-synonymous mutations were often the subject of selection. In 10 NHCC accessions, 3,228 regions with a total length of 20 Kb were identified. The number of non-synonymous SNPs was greater than 20 in these regions. The number of these regions was different on each chromosome, ranging from 21 (A10) to 720 (A03). In addition, we mapped the density of non-synonymous SNPs on the chromosomes for each accession (Additional file 9: Figure S8 ).
The evolutionary relationship of 10 NHCC accessions by SNP markers
To understand the phylogenetic relationships causing morphological diversity in NHCC, a neighbor-joining phylogenetic tree was constructed by MEGA5 using 10 NHCC accessions and Chinese cabbage Chiifu-401-42 [34] . The SNPs located in the coding domain sequences, excluding the missing site, were used to construct the phylogenic tree (Figure 8 ). In the phylogenetic tree, two accessions of Pak-choi, NHCC001 and NHCC026, and flowering Chinese cabbage, NHCC008 and NHCC013, clustered together. The Taitsai (NHCC015) had a close relationship with Chinese cabbage. Although NHCC010 and NHCC029 belonged to the Tillering cabbage, they did not cluster together. The previous classification might be only based on the tiller, which affected by only a few genes. Thus, they did not cluster together in this tree whose construction was based on genome-wide SNPs. The NHCC010 and NHCC006, which share land collapse and short plant height characteristics, clustered together. Additionally, NHCC029, which shares similar traits with NHCC015, clustered together. These phenomena indicated that the morphological classification might be based on one or several distinct external plant characteristics. However, classification should be determined by the internal genes, coupled with complex environmental interactions. Therefore, the traditional morphological classification might be erroneous. Currently, we can correct traditional morphological classifications through wholegenome sequencing and re-sequencing, furthering the understanding of the NHCC.
Discussion
Efficient and strict flow chart for identification of SSR and SNP markers
In this study, our major aims were to find a large set of accurate SSR and SNP markers in the NHCC, and to gain further insight into the genetic diversity and relationships among representative cultivars and related species. We analyzed the distribution and frequency of microsatellites with mono-to nonanucleotide motifs. To find more accurate SSRs, we used the strict standard that the total SSR length is not less than 18 bp. Thus, the results of this study may differ from previous studies. When compared with previous research, the results obtained could differ because of the following aspects: (1) different search parameters, including the different minimum length (no less than 18 bp versus 12 bp), and different repeat types (mono-to nonanucleotide versus di-to octanucleotide or another range); (2) different software and algorithms used for the SSR search (MISA versus SSRtool); (3) the data used for SSR detection was of a different size and version; and (4) the different analytical methods and manifestations used (count/Mb versus length/Mb). These seemingly minor differences in procedure could strongly influence microsatellite distributions and comparisons among studies. For the development of SNP markers, errors in sequencing or assembling of the NHCC genome also might lead to false SNPs. Therefore, it is important to consider the above-mentioned points when we compared the SSR or SNP frequency and density generated by different genome datasets or research groups.
Genetic relationship analysis of 18 Cruciferae species
The 14 NHCC accessions and four other Cruciferae species were analyzed using SSR markers. The analyses of a dendrogram and population structure, as well as PCA, revealed four clusters. Although the research did not completely distinguish the five NHCC varieties, which may have been because of the limited number of SSR markers used for the genetic analyses, it accurately separated NHCC, Chinese cabbage, broccoli, and Arabidopsis. Thus, a larger number of SNP markers were used to construct the phylogenic tree. Both of the SSR and SNP marker analyses revealed that the Taitsai variety (NHCC015 and NHCC009) had a close relationship with Chinese cabbage. It was also consistent with the theory that Chinese cabbage was derived from a hybrid of Taitsai and turnip [35] . The Pak-choi, flowering Chinese cabbage, and Taitsai varieties could be distinguished using the SNP markers. The classification of Tillering cabbage and Wutatsai might be only based on one or several distinct phenotypic plant characteristics; thus, we attempted to distinguish them using whole genome SNPs. Classification only based on morphology may be problematic, and a true classification should be determined using the internal genes of the whole genome, coupled with the complex environmental factors. Currently, it is possible for us to adjust traditional morphological classifications using the SSRs and SNPs of the whole genome. Furthermore, these markers developed in our study can be useful for population structure analyses of NHCC and other related species in the future.
Use of new SSR and SNP markers for NHCC and Cruciferous species research
It was important to develop molecular markers to investigate genetic variability and explore genome evolutionary. Until now, only a few low-density genetic maps have been constructed owing to lack of highly polymorphic and reliable molecular markers in NHCC. In addition, most linkage maps with important agronomic trait loci have been developed with primarily low-throughput markers, such as AFLP, RFLP, and RAPD or a few SSR markers. The development of these markers is time consuming, labor intensive, and expensive. Thus, only a few economically important genes had been identified using a map-based cloning strategy in NHCC [36] , suggesting that marker-assisted selection breeding was still not well developed compared with in other horticultural species, such as cucumber [37] . SSR or SNP markers have proven to be useful markers in the population genetic studies of species [25, 38, 39] . Currently, with the development of bioinformatics and the next-generation sequencing technology, it is very convenient and feasible to obtain a large number of SSR and SNP markers by genome sequencing. In this study, we developed a large number of SSR and SNP markers, and obtained their exact physical positions in the NHCC genome. We designed primer pairs for NHCC SSRs, and verified the polymorphism by polymerase chain reaction (PCR) and gel electrophoresis in some important Cruciferous species. NHCC had a relatively large level of morphological and genetic polymorphisms, and SNPs were identified in different varieties. In our study, the SNPs were classified according to the five varieties. Variety-specific genes were also identified and verified using the transcriptome. These genes might be useful for distinguishing the five varieties of NHCC.
Conclusions
NHCC is an ecologically important vegetable crop in Southeast Asia, Japan, USA, and Europe. However, the insufficient genomic and transcriptome data in public databases have limited our understanding of the molecular mechanisms underlying the adaptation of NHCC.
With the development of high-throughput genome sequencing technology, it is now possible to uncover large numbers of DNA markers. This work contributed to a detailed characterization of 20,836 SSRs and 1,228,979 SNPs in NHCC and compared them with markers in other representative species. For the SSR markers, dinucleotide repeats were the most frequent SSRs in the genome. While the frequency of trinucleotide repeats were much higher than dinucleotides in gene sequences. Primers for the SSRs in the gene sequences of NHCC were designed, and the SSR polymorphisms were verified using PCR. The results showed that the SSR markers were highly polymorphic among the 18 Cruciferous species. By comparing NHCC with Chinese cabbage, a large number of SNP markers were identified in the five NHCC varieties. The potential variety-specific related genes identified lay a solid foundation for further investigations into comparative genome analyses among the five varieties. Furthermore, they will be useful for further functional genomic studies in the Brassica genus. These SNP and SSR markers will be valuable genomic resources for future Cruciferous research and breeding applications.
Methods

Plant materials and DNA preparation
Genomic DNA for SNP and SSR analysis was extracted from leaves of 5-week-old seedlings using a Plant DNA extraction kit (Qiagen, Beijing, China). Ten NHCC accessions were used for the development of SNP markers, and the validation of polymorphic SSR markers used 18 accessions, which were from 14 NHCC, 1 Chinese cabbage, 2 broccoli, and 1 Arabidopsis.
The identification and characterization of SSR and SNP markers
The Microsatellite identification software MISA was used to identify SSRs in NHCC genome sequences (MISA, http://pgrc.ipk-gatersleben.de/misa/). The parameters were set as follows: monomers (×18), 2-mers (×9), 3-mers (×6), 4-mers (×5), 5-mers (×4), 6-mers (×4), 7-mers (×3), 8-mers (×3), and 9-mers (×3). This tool allowed for the identification and localization of perfect microsatellites as well as compound microsatellites. The maximum size of interruption allowed between two different SSRs in a compound sequence is 100 bp. The identification of SNPs between the 10 accessions and the reference genome (Chiifu-401-42) was performed using the SOAPsnp software as previously reported [40] . In SNP calling, the quality threshold was set to 20, which corresponded to an error rate of less than 1%. The variety-specific SNPs were identified using a perl script. The distribution of different types of SSRs and SNPs on chromosomes was plotted using the SVG program written by a perl script. All SNP and SSR markers identified in this study have been submitted to the nhccdata website (http://nhccdata.njau.edu.cn/).
Primer design for SSR markers
The SSRs of the gene sequences were used for primer design by Primer3 program [41] . The parameters of Primer3 were set as follows: (a) Primer length from 18 to 27 bases, with an optimum size of 20 nt. (b) The melting temperature (Tm) ranged from 55°C to 65°C with an optimum temperature of 60°C. (c) The predicted target PCR products ranged from 100 to 280 bp, with an optimum product size of 150 bp, and all other parameters were set to the default values. Subsequently, the results from Primer3 were further filtered to minimize the chance of encompassing tandem repeats, and self-or pair complementation in the experiment.
The assessment of SSR polymorphisms
A total of 74 primers were selected from the newly designed primers of the gene SSR markers and used to detect SSR polymorphisms among the 18 species. Their sequences were listed in Additional file 1. The selected primers were synthesized by Invitrogen Biotech (Shanghai, China). All PCRs were conducted in 20-μL reaction mixtures containing 50 ng of genomic DNA, 0.5 U of Taq DNA polymerase (TaKaRa, Dalian, China), 0.4 μM primer, 1× PCR Buffer, 25 μM of dNTPs, and 1.5 mM MgCl 2 . SSR loci were amplified using Thermal Cycler (Eppendorf, Shanghai, China), and the following program was used: 5 min initial denaturation at 95°C; 35 cycles of 30s at 95°C, 30s at the appropriate annealing temperature, 45 s of extension at 72°C, and 10 min at 72°C for final elongation. Finally, the PCR products were initially assessed for size polymorphisms on 6% denaturing polyacrylamide gels and then visualized by silver nitrate staining.
The genotyping data were subsequently used to determine genetic relationships among the 18 accessions assessed. The genetic distance were calculated according to Nei's unbiased measures using the POPGEN1.32 software (http://www.ualberta.ca/~fyeh/popgene_download. html). The PCA and the dendrogram construction were performed based on the unweighted pair-group method with arithmetic average using the NTSYS software [42] . The confidence of branch support was then evaluated by a bootstrap analysis with 1,000 replicates using Free Tree [43] .
The number of alleles, observed heterozygosity, expected heterozygosity, gene flow, and Shannon's Information index were calculated using POPGEN1.32. The major allele frequency, chi-square test for Hardy-Weinberg equilibrium allele frequencies, genetic diversity, and PIC were calculated using PowerMarker3.25 [44] . The Structure2.3.4 software was used to investigate the population structure with the number of populations ranging from 2 to 9. Both the length of the burn-in period and the number of the Markov Chain Monte Carlo reps after burn-in were set to 100,000 [45] .
DEGs identified by RNA-sequencing
The transcriptome data of five varieties was obtained from our laboratory (http://nhccdata.njau.edu.cn/). Leaf tissues of B. rapa accessions were collected from 7-week-old plants, which were grown under greenhouse conditions at 25°C. mRNA was prepared, and an individual cDNA library with insert sizes of 200 bp was constructed for each sample. The libraries were sequenced for paired-end reads of 90 bp on the Illumina Hiseq 2000 platform. FastQC was used to check and visualize the quality of the RNA-seq reads (http://www.bioinfor matics.babraham.ac.uk/projects/fastqc/). The NGS QC Toolkit was used to remove the pair-end reads containing Ns or those where the number of bases whose PHRED-like score was less than 20 exceeded 10%. If the first 9 bp of filtered reads showed unstable base composition based on the percentages of the four different nucleotides, then they were trimmed before read mapping using TopHat. The uniquely mapped reads were used for subsequent analyses. The transcripts were constructed and the expression as fragments per kilobase of transcript sequence per millions base pairs (FPKM) values of transcripts were quantified in each sample using Cufflinks. The significance of DEGs was calculated using the software of IDEG6 [46] , and a p-value of less than 0.01 was a DEG criterion. In this study, to avoid the potential noise signal from high-throughput sequencing, an absolute fold change of no less than 2.0 was used to define DEGs, including up-regulated and downregulated genes. Furthermore, the expression patterns of DEGs were displayed using the heat-map function in the Cluster program, and the results were exhibited using Tree View [47] .
The annotation, biological process, pathway, and network analyses
The annotation of DEGs in NHCC was obtained by searching the protein databases Iprscan (http://www.ebi. ac.uk/Tools/pfa/iprscan/), UniProtKB (http://www.ebi. ac.uk/uniprot/), TrEMBL (http://www.ebi.ac.uk/uniprot/ TrEMBLstats/), GO (http://www.geneontology.org/), and KEGG (http://www.genome.jp/kegg/). The annotations obtained from these five protein databases was integrated using perl script. In addition, the biological process and functions of the DEGs were also analyzed using the Gene Ontology database. The metabolomics, biological interpretation, and functional pathways of these DEGs were constructed by KEGG and STRING [48] . The interaction network of the DEGs was constructed using Cytoscape software according to the level of the genes [49] . The flower and glucosinolate genes of Chinese cabbage were downloaded from the Brassica database (http://brassicadb.org/) [2] . The distribution of flower, glucosinolate genes, and related SSR markers on chromosomes were plotted using a perl script.
Availability of supporting data
All the supporting datasets have been submitted to the NHCC Data Center (http://nhccdata.njau.edu.cn/), including SNP (All_SNPs.data.tgz), SSR (All_SSRs.data.tgz), and transcriptome (Five_transcriptome.data.tgz) datasets.
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